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3§ 91 ft £> <0 IK ^ & tb 5 <o "C I* v> o 
tttfc'ftl 1 

A£m^c#^{sm*t s&^js (1) 

C2C12 £BJ® (American Type Culture Collection) 5: 5%tf> ? ffi J£ I&L 
|ft ( FBS) fc^tf^/l"** a«fe>f-^/H(f« ( DMEM) 0.01%^ 
^^/U^/u*^->K (DMS0) £ fcl^igltii (DMS0(0.01%)) R t* If M 

©{fc-£feA&an*.*:li5l#tfl (ft^iA(lMM)) -e, 50ng/ml Oit^^-mm 
;tfchBMP-4 (rhBMP-4) & » R t* *S *n # * * ^ 

jptbOHBIiaSr 9 B M«F*U*:|ft. 7^y*^77^-« (ALP) ^#.^r 
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jyh#85-3R (Sigma tfc) U: J: !> & €. b , # 5><b © stfr ft ^ V^ £ P „ 
ALP f£tt©£*tt#tffl** Fujii b © *- # * ^#fF^i^ 3 l#flR.) 

mfteV^ Sigma Fast p-nitrophenyl phosphate tablet set 5rffl^ttTo 

T DC protein assay (Bio-Rad) lei «9 SO ^ b fco 
^ <Z> * S: n 1 0 X % 2 El ^ -To 

m i Hit^-rai 9 . 'fb^A« N *»-ett C2C12 ^sa<D#^^i£iif^ 

/B W:»«> fciixfcVjBS, rhBMP-4 (50ng/ml) ^ b fc C2C12 ®B AS 

K&^xti. rhBMP-4 mmKxzitftfci&mftm&m&^fro 
fc&fyA&m^it'W : m&{&mm&ftR (2) 

t h^^^lu^^JlS ( h MSCs) (Poietics) <Sr ITS supplement (Sigma) 
^^•tf^JfiLft^^ (Ml), 0. 01%DMS0 &%fl X-fc (DMS0(0. 01%)) ~Bl 

X* In to<D{k&1fo A&to*-ftmigi& (f^tlA(UM)) -C, 50ng/ml © r 

h b m p - 4 mtofr z> vMi*s«n-c^* bfdo alp m&ofe&toteffi 

tf^^CO^fe-Cffo^io ^;Pi/^0|&ffi, von Kossafeid 
£ 9 pTSMfcbffllJfebfc, BP t> > ^ft ^ih,© «HIS «r * zi'T /i^ fc K 

Sr^tr y ^i^W3=3££:i&zK (PBS) ti^lbb PBSfeit)«IS 

7Kx-gfe#- bfdo ofe-fb $ tifrmmi*. ytmn b#a* e> 60 #w 2. 5»«t« 

|30, f|4 H&tffg 5 m^^-Til 9 , rh BMP - 4 J; 9 ft # $ 
ftfc ALP SttRtf # Af?W<D_t#MS, <b^»A©^*PtHi «9 HJJl 



WO 2004/108160 



PCT/JP2004/008248 



16 

trC T G F — # *?P^#£Jl^fc'fi'^j&{l&i§it Steffi 

50ng/ml ©rhBMP-4J: 10m g/ml <Z> #C T G F - /3 1/2/3 4> ? P #l # 
^^JD LfcJgiiiK 50ng/ml © r h BMP - 4 Irijltl t titife. 10 \x g/ml 
5- C^T G F - 0 1/2/3 c|>|pttfr«r*JlP bfc**fi'* J: tJ««l»JD©#»-e 
C2C12 $Bj&& 9 0 Pp.1 J# 31 Ufc<, %tl^tl(Dmi&te~o\,^X&&m 1 El 8ft © 
^fe-e alp ?£tt&S0j£ bfc 0 

ft 6 Bui*ta o . g f - /s f fafctte (Ab) r± . ttfttii i f w\ m . 

10 r h BMP-4itlC < t ZH-ftfofemVEm £i| 3£ Ufc G _h <D Jit: £ 9 . 
TGF-0 ^Blt5: <bie:<i; 9 BMP OSiifEffl^tiS&^tbS 

H-^Efcteitii Steffi mis ft 5 jfiiff mm<o&w 

15 C2C12 F B S mm 2 . 5%, 5%. 10%. 2 0%tll!Lfc^ 

H6«t» m % 1 n M <Dfc&m A b 50ng/ml <D r hBMP-4 £r8s;&P 19 P M # 
*Ufc 0 ttmtlsXik&Q0A(Dftt>r)\Z 0. 01%DMS0 fo 3 VNttM^ilP-C^ 

m bfc„ *-;h,;ejh,0>»ias J: I? i«#>j 1 1 i^«©^fe-e alp m&&mfe u 

20 *©tt*&l7BXt)5l8Bl^t. 

Ate J; -5 #^-^0EiiiS3t^ffl $ ftfco 1$ ife #J 1 & 

2 # k ft fc £n .E £ t) . FB SC^tfiP^ijf^^TGF - 0 <£> |g © 

25 <fb^^A^ N t g f - /s © /^mm & a & at una*-*- s - 

«fc o x bmp \zl& z>i?i&&iR:mftm&m&-fz tnw 6>-*»t?*>«o 

1 & 80rag 4» 
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it&SfoA 5. Omg 

M>*n=iS/»f& 46.6mg 

££fH -fe n — 24. Omg 

;l/t;H3- ^ 4. Omg 

^7"Ty^^-^^^^l>A ' 0. 4mg 



2 

1 80mg <P 
ffc^'UfcA 5. Omg 

h r>^eo n $& 46. 6mg 

ggtA'a-^ 24. Omg 
7* ^ /V "fe /V ex — .X 4. Omg 

7f7!l^|v^^i/9^ 0. 4mg 

*38.WH:*»3&»«#»^ifiiii»aSl*ytt. BMP 5 H-TgJi&fei! 3W £ 



WO 2004/108160 



PCT/JP2004/008248 



18 

it # <d m a 

1 . bmp *m®f&$rt i.x^m-r^'wm^.^MM t mtit&^xtem&L 

2. TGF - /8»R«Ha.#f^ffl«r*i-5il2^** 4-(4-<>'^Cl,3]^^- 
* y — yV-5--f yV-5-b° U ^-2->f /W-1H--T 5 ^ ✓ — ^-2— f yV ) ^< f X 

3. T G F - j3 PlWf^ffi £ i" 5 > #?gffcffiii**l 3&»l © * y — = 

4. T G F - 0 PJ.Wf^ffiS.t^B M P PlWf^ffl 3r3t^ £ i" 5 » # fife ffi *£ 

m &m <o * * y - =■ ^ ^ * 
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